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Salogiannis et al., http ://www .jcb .org /cgi /content /full /jcb .201512020 /DC1 Figure S1 . pxdA is required for peroxisome movement and distribution, but not for the distribution of dynein. (A) Representative micrographs of hyphae with labeled peroxisomes (mCherry-PTS1), EEs (GFP-RabA/5a), and nuclei (Histone-H1 TagBFP) from WT (top) and two mutant strains isolated in our original screen (Tan et al., 2014) : RPA604 (middle) and RPA628 (bottom). Bar, 5 µm. (B) Lysates of A. nidulans cells expressing PxdA-HA and a non-HA tag control run on SDS-PAGE and immunoblotted with a mouse anti-HA (Sigma-Aldrich) antibody. The ∼75-kD band is likely a degradation product because it is not seen in the untagged control. (C) Representative micrographs of maximum-intensity projections of PexK/Pex11-GFP-labeled peroxisomes along hyphae from WT and pxdAΔ strains. Bar, 5 µm. (D) PexK/Pex11-GFP distribution was quantified using line scans of fluorescence micrographs and displayed as the mean (solid lines) ± SEM (shading) fluorescence intensity as a function of distance from the hyphal tip. Distribution near the hyphal tip was significantly different between genotypes (P < 0.001, two-way analysis of variance, Bonferroni post hoc test significant from 3.14 to 4.22 µm from hyphal tip; n = 28 hyphae [WT] and n = 32 [pxdAΔ]). (E) Histogram of peroxisome (mCherry-PTS1) run lengths comparing WT versus pxdAΔ were calculated from kymographs generated from 1-min time-lapse movies. The x axis label begins at 2 µm, the minimum run length we could confidently detect. The distribution of run lengths is statistically different (P < 0.0001, Kolmogorov-Smirnov test; n = 1,195 peroxisome runs [WT] and n = 136 [pxdAΔ]). (F) Representative micrographs of maximum-intensity projections of nudA-3xGFP-labeled cytoplasmic dynein "comets" along hyphae from WT and pxdAΔ strains. Bar, 5 µm. FL PxdA movements were 6.09 ± 1.01 (SEM; n = 11 hyphae) and CC1-3 movements were 5.93 ± 0.89 (n = 14 hyphae; P = 0.9436, Mann-Whitney test). Video 1. Peroxisome movement in a WT hypha. Peroxisome (mCherry-PTS1) movement and dynamics in a WT A. nidulans hypha. Images were analyzed by time-lapse epifluorescence microscopy using a Deltavision Core microscope. Frames were taken every 500 ms for 1 min. Video frame rate is 10 frames/s. Video 2. Peroxisome movement is perturbed in pxdAΔ hyphae. Peroxisome (mCherry-PTS1) movement and dynamics in a pxdAΔ hypha. Images were analyzed by time-lapse epifluorescence microscopy using a Deltavision Core microscope. Frames were taken every 500 ms for 1 min. Video frame rate is 10 frames/s. Video 3. EE movement in WT hyphae. EE (GFP-RabA/5a) movement and dynamics in a WT hypha. Images were analyzed by time-lapse epifluorescence microscopy using a Ti microscope (Nikon). Frames were taken every 150 ms for 10 s. Video frame rate is 15 frames/s. Similar videos were used for kymographs generated in Fig. 1 F. Video 4. EE movement in pxdAΔ hyphae. EE (GFP-RabA/5a) movement and dynamics in a pxdAΔ hypha. Images were analyzed by time-lapse epifluorescence microscopy using a Ti microscope (Nikon). Frames were taken every 150 ms for 10 s. Video frame rate is 15 frames/s. Similar videos were used for kymographs generated in Fig. 1 F. Video 5. PxdA protein exhibits rapid, bidirectional movement. PxdA-GFP dynamics along a hypha. Images were analyzed by time-lapse epifluorescence microscopy using a Ti microscope (Nikon). Frames were taken every 100 ms for 15 s. Video frame rate is 15 frames/s. This video was used to generate the kymograph in Fig. 2 A. Video 6. PxdA co-migrates at the leading edge of moving peroxisomes. PxdA-GFP (green) and mCherry-PTS1-labeled peroxisome (magenta) dynamics in a WT hypha. Both channels were acquired simultaneously and analyzed by time-lapse epifluorescence microscopy using a Deltavision OMX microscope. Frames were taken every 250 ms for 13.75 s. Video frame rate is 15 frames/s. This video was used to generate the kymograph in Fig. 2 D (left) and stills in Fig. 2 E. Bar, 5 µm.
Video 7. PxdA colocalizes with EEs. GFP-RabA/5a-EEs (green) and PxdA-mKate (magenta) in a WT hypha. Both channels were acquired simultaneously and analyzed by time-lapse epifluorescence microscopy using a Deltavision OMX microscope. Frames were taken every 250 ms for 7.5 s. Video frame rate is 5 frames/s. Video 8. EEs co-migrate with moving peroxisomes. GFP-RabA/5a-labeled EEs (green) and mCherry-PTS1-labeled peroxisomes (magenta) in a WT hypha. White arrow indicates comigrating puncta. Both channels were acquired simultaneously and analyzed by time-lapse epifluorescence microscopy using a Deltavision OMX microscope. Frames were taken every 150 ms for 10.5 s. Video frame rate is 15 frames/s. This video was used to generate the kymograph in 
